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(57) Abstract: The present invention relates to a variant archaeal 
DNA polymerase having a modified amino acid sequence of a 
wild-type amino acid sequence, the modified sequence being in 
the amino-tenninal amino acids that comprise a uracil-binding 
pocket in the wild-type polymerase whereby the variant 
polymerase has reduced affinity for uracil than the wild-type 
polymerase. Such variant polymerases may be usefully employed 
in biological assay systems such as the polymerase chain reaction. 
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MUTATION OF DMA POLYMERASES FRQM_ 
ARCHAEOBACTERIA 



The present invention relates to archaeal DNA polymerase variants and tiieir use in 
the amplification of DNA. 



Polymerase chain reaction (PGR) is a method whereby a sequence of DNA may be 
selectively amplified to produce a large sample that may be readily analyzed. A solution 
contaimng the DNA to be amplified, together with firee bases, a polymerase enzyme and 
primers that bind to opposite ends of the two strands of the DNA segment to be replicated, is 
heated to break the bonds between the strands of DNA. When the solution cools, the primers 
bind to the separated strands and the polymerase builds a new strand by joining fi^ee bases to 
the primers thereby producing a new strand that is restricted solely to the desired segment. 
PGR enables billions of copies of a small piece of DNA to be produced in several hours. 

Heat stable polymerases are required for this process and one of the most commonly 
used is Taq DNA polymerase firom Thermus aguaticus. However, this enzyme does not 
possess a 3 '-5' exonuclease m function, commonly referred to as "proofireading activity". 
This function removes bases that are mismatched at the 3* end of a primer-template duplex. 
The inabiUty of Taq DNA polymerase to carry out this function results in it being prone to 
base incorporation ebrors. 

Archaeal DNA polymerases are thermally stable and demonstrate proofireading 
activity. However, native archaeal DNA polymerases are inhibited by deoxyuracil. Archaeal 
DNA polymerases have a \ead-ahead" function specifically for uracil. This template 
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checking activity scans the template ahead of the repUcation fork for the presence of uracil 
and stalls polymerisation when uracil is encountered. Thus, the presence of deoxyuracil in 
DNA causes ampUfication to be stalled when using native archaeal DNA polymerases. This 
is a serious setback since the repetitive heating and cooling cycles of a DNA sample being 
amplified by PGR results in partial, thermally induced deamination of dCTP (a component 
incorporated into newly amplified DNA) to dUTP (which can be incorporated into DNA) and 
deamination of deoxycytidine m the DNA to deoxyuracil. This can result in the native 
archaeal DNA polymerases being unsuitable for PCRs, in particular those concerned with the 
prevention of "carry-over contamination" where PGR is carried out with dUTP rather than 
dTTP. 

It is an object of the present invention to provide modified archaeal DNA polymerases 
that do not have the disadvantage of being inhibited by deoxyuracU and are particularly 
useful in polymerase chain reactions. 

Accordingly, a first aspect of the present invention provides a variant archaeal DNA 
polymerase having a modified amino acid sequence of a wild-type amino acid sequence, the 
modified sequence being in the amino-terminal ammo acids that comprise a uracil-binding 
pocket in the wild-type polymerase whereby the variant polymerase has reduced affinity for 
uracil compared to wild-type archaeal DNA polymerases. 



The present invention is based upon research (see the Examples) conducted by the 
inventors that has identified a uracil-binding pocket in archaeal DNA polymerases. They 
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realised that this pocket may be altered to provide variant polymerases according to the 
invention that may be beneficially used as described herdn. 

The variant archaeal DNA polymerase may be a modification of an archaeal family B 
DNA polymerase. For instance the variant may be derived bom any one of the fourteen 
archaeal family B DNA polymerase shown in Figure 1. For mstance the variant may be 
derived from the polymerases found in Pyrococcus Juriosus (Pfu-Pol), Thermococcus 
gorgonarius (Tgo-Pol), Thermococcus litoralis (Tli-Pol), Thermococcus sp. 9°N-7 (9*N-7- 
Pol), Desuljurococcus strain Tok (DTok-Pol), Pyrobaculum islandicum (Pis-Pol), 
Archaeoglobus fUlgidus (Afii-Pol). Sulfolobus acidocaldarius (Sac-Pol), Sulfurisphaera 
ohwakuensis (Soh-Pol), Sulfolobus solfataricus (Sso-Pol), Pyrodictium occultum (Poc-Pol) or 
Aeropyrum pemix (Ape-Pol). It will be appreciated that the variant could also be derived 
from any other archaeal family B DNA polymerase. 

It is preferred that the variant is derived from Pyrococcus Juriosus (Pfu-Pol). Pfii-Pol 
used by the inventors has the following amino acid sequence: 

MAIlJ3VDYITEBGKPVIRLPKKENQKFKIEHDRTFRPyiyAI.LRDDSKIEEVKKITGERHGKlVRIVDVEK 

VEKKFLGKPITVWKLYLBHPQDVPTIREKVREHPAVVDIFEYDIPPAKRYLIDKGLIPMEGBEBLKIIAF 

DIETIiYHEGEEPGKGPlIMISYADBNEAKVITWKNIDI.PYVEVVSSBREMIKRFLRIIREKDPDIIVTYN 

GDSFDFPYLAKRAEKLGIKLTIGRDGSEPKMQRIGDMTAVEVKGRIHFDLYHVITRTINIiPTYTLEAVYE 

AIFGKPKBKVYi^BIAKAWESGENLERVAKYSMEDAKATYELGKEFLPMEIQLSRLVGQPI.WDVSRSSTG 

OT.VBWFLIJlKAYBRNEYAPNKPSEEEYQRRI.RESYTGGFVKEPEKGI.WENIVyi.DFRAIiyPSIIITHNVS 

PDTian:iBGCKim>IAPQVGHKFCKDIPGFlPSIjIjGHLLEERQKIKTKMKBTQDPIEKII.IjDYRQKAIKLIj 

ANSFyGYyGYAKMlWYCKECAESVTAWGRKYIEIiVWKEI.BBKFQPKVLYlDTIX3I.YATIPGGESEEIKKK 

ALEFVKYINSKLPGLLELEYEGFYKRGFPVTKKRYAVIDEEGKVITRGLEIVRRDWSEIAKETQARVLET 

ILKHGDVEEAVRIVKEVIQKIJUilYEIPPBKIJaYEQITRPIJiEYKAIGPHVAVAKKIAAKG 

GyiVIiR6DGPISNRAIIJ^EYDPKKHKYDAEYYIENQVLPAVI.RILEGFGYRKEDlJlYQKTRQVGLTSWL 

(SBQIDNO.l) 
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The Pfu Pol used by the inventors contains an extra A at position 2. This extra amino 
acid was incorporated because it improves protein expression without affecting the properties 
of the enzyme. The true wild type Pfu Pol begins MHJDVDY. The sequence of the true wild 
type is: 

MIIJ)VDYITEEGKPVIRIjFKKKNaKFKIBHDRTFRPYIYM.LBDDSKIEEVKKITGERHGKIVRIVI)VEK 
VEKKFLGKPITVWKLYLEHPQDVPTIREKVREHPAVVDIFEYDIPFAKRYI.IDKGLIPMEGEEELKILAF 
DIETLYHEGEEFGKGPIIMISYADENEAKVITWKNIDLPYVEVVSSEREMIKRFLRIIREKDPDIIVryN 
GDSFDFPyiAKRAEKLGIKLTIGRDGSEPKMQRIGDMTAVEVKGRIHFDLYHVITRTINLPTYTLEAVyE 
AIFQKPKEKVYADEIAKAWES6ElII.ERVAKySMEDAKATYELGKEFLPMEIQLSRLVGQPI,WDVSRSSTG 
NLVEWFLLRKAYERNEVAPNKPSEEEyQRRI.RESYTGGFVKEPEKGLWENIVYI.DFRALyPS 1 1 ITHNVS 
PDTIiNLEGCKNYDIAPQVGHKFCKDIPGFIPSia.QHIiLEERQKIKTKMKBTQDPIEKILIJ3YRQKAIKIiI. 
J^SFYGYYGYAra^WYCKECAESVTAWGRKYIELVWKELBEKFGFKVLYIDTDGLYATIPGGESEEIKKK 
ALEFVKYINSKLPGLI.EI.EYEGFYKRGPFVTKKRYAVIDEEGKVITRGI.EIVRRDWSEIAKETQARVI.ET 
lUCHGDVEEAVRIVKEVIQKIJUJYEIPPEKIAIYEQITRPLHEYKAIGPHVAVAKKLAAKGVKIKPQM^^ 
GyiVLRGIM3PISNRAIIJ^EYDPKKHKYDAEYYIBNQVLPAVI.RII.EGFGYRKEDIJlYQKTRQVGLTSML 

(SEQIDN0.2) 

Accordingly, preferred mutants according to the invention begin MACLDVDY or 
MLDVDY. 

The inventors have found (see Example 1) that a uracil-binding pocket of the wild 
type polymerase forms part of the ssDNA template binding cleft of the polymerase (the so 
call cleft T). Furthermore the uracil-binding pocket comprises amino acids from two 
conserved regions of the polymerases: Region A and Region B separated by an unconserved 
region. In the archaeal polymerase from Pyrococcus fariosus (Pfu-Pol) Region A is formed 
by the amino acids 1-40 and Region B by amino acids 78-130. ffighly conserved residues in 
these two regions form the highly ordered uracil-binding pocket. Other archaea have similar 
regions A & B in their respective polymerases as iUustrated in Figure 1. Preferably, one or 
more of the amino acids in Regions A and/or B are altered to form the variant archaeal DNA 
polymerase. 
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Figure 1 illustrates a sequence alignment of the N -terminal domains of various 
archaeal polymerases. In figure 1 amino acids designated (1) have 90% or greater identity, 
(2) indicates 80- 90% identity and (3) 60-80% identity. The two highly conserved regions 
tiiat form the uracil binding pocket are: 

Region A, amino acids 1-40 in Pfu-Pol (and corresponding regions in the other 

polymerases); and 

Region B, amino acids 78-131 in Pfu-Pol (and corresponding regions m the other 
polymerases). 

It is preferred that the variant is fonned by alteration of one of the amino acids block 
shaded (1, 2 or 3) in Figure 1. For example the alteration may be in the motif: E - - 1 - 
FAT- - -Y- -D. 

The alteration may consist of a substitution, deletion or addition. One of the 
invariant residues may be altered or other residues in Regions A and/or B that affect the 
conformation of the uracil-binding pocket. 

The inventors beUeve that residues 7, 36, 37, 90-97 and 112 - 119 in Pfii-Pol are 
particularly important for uracil binding. Preferably, at least one of these residues is altered 
to effect the conformation of the pocket and thereby reduce its uracil-binding ability. More 
preferably, the mutation in Pfii-Pol consists of a change in the amino acids Y7, Y37, V93, 
1114 or PI 15. More preferably, the change consists of Y7A, Y37A, V93Q, V93R, I114R, 
II 14Q or PI 1 5A. A most preferred Pfu-Pol mutation is V93Q. 
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Examples of preferred Pfu-Pol variants have the following anaino acid sequences: 
(a) PfupolY7A(Y8A) 

MAILDVDAITEEGKPVIMjFKKENGKPKIEHDRTFRPYIYALLRDDSKIEEVK^ 

VEKKFLGKPITVWKLYIiEHPQDVPTIREKVI^HPAVVDIFEyDIPFAKRYIilDKGLIPMEGBEELKII^ 

DIETLYHEGEEFGKGPIIMISYADENEAKVITWKNIDLPYVEVVSSEREMIKRFLRIIREKDPDIIVT^ 

GDSFDPPYLAKRAEKLGIKIjTIGRDGSEPKMQRIGDMTAVEVKGRIHFDLYHVITRTIlSm 

AIFGKPKEKVYl^EIAKAWESGENIiERVAKYSMEDAKATYELGKEFLPMEIQLSRLVGQPLra 

NLVEWFLLRKAYERIJEVAPOTCPSEEEYQRRLRESYTGGFVKEPEKGLWENIVYLDFI^ 

PDTLITLEGCKNYDIAPQVGHKFCKDIPGFIPSLLGHLLEERQKIKTKMKETQDPIEKILLDYRQK^^ 

ANSFYGYYGYAKARWYCKECAESVTAWGRKYIELVWKELEEKFGFKVIjYIDTDGLYATIPGGESEE 

ALEFVKYINSKLPGLLELEYEGFYKRGFFVTKKRYAVIDEEGKVITRGLEIVRRDWSEIAKETQARVLET 

ILKHGDVEEAVRIVKEVIQKIiA]SnreiPPEKLAIYEQITRPLHEYKAIGPI^ 

GYIVLRGDGPISNRAILAEEYDPKKHKYDAEYYIENQVLPAVLRIIiEGFGYRKEDLRY 

NIKKS 

(SEQIDN0.3) 



(b) Pfu pel Y37A (Y38A) 

MAILDVDYITEEGKPVIRLFKKENGKFKIEHDRTFRPAIYALLRDDSKIEEVKKITGER^ 

VEKKFLGKPITVWKLYLEHPQDVPTIREKVREHPAVVDIFEYDIPFAKRYLIDKGLIPM 

DIETLYHEGEEFGKGPIIMISYADENEAKVITWKNIDLPYVEVVSSEREMIKRFLRIIREKDPDIIVTYN 

GDSFDFPYIiAKRAEKLGIIOiTIGRDGSEPKMQRIGDMTAVEVKGRIHFDLYHVITRTINLPTY^ 

AIFGKPKEKVYADEIAKAWESGENIiERVAKYSMEDAKATYELGKEFLPMEIQLSRIjVGQPIjWDVSRSSTG 

ISn^VEWFLLRKAYERNEVAPNKPSEEEYQRRLRESYTGGFVKEPEKGLWENIVYLDFRAIiYPS 

PDTLNLEGCKNYDIAPQVGHKFCKDIPGFIPSIiLGHLLEERQKIKTKM^ 

ANSFYGYYGYAKARWYCKECAESVTAWGRKYIELWKELEEKFGFKVLYIDTDGLYATIPGGESEEIK^ 
AIiEFVKYINSKLPGLLELEYEGFYKRGFFVTKKRYAVIDEBGKVITRGLEIVRRDWSEIAKETQARV^ 
ILKHGDVEEAVRIVKEVIQKLANYEIPPEKIAIYEQITRPLHEYKAIGPHVAVAK^ 
GYIVLRGDGPISNRAIIiAEEYDPKKHKYDAEYYIENQVLPAVIjRILEGPGYRKEDLRYQ 

WIKKS 

(SEQIDN0.4) 

(c) Pfu pel V93Q (V94Q) 

MAILDVDYITEEGKPVIRLPKKENGKFKIEHDRTFRPYIYALLRDDSKIEEVI^ 
VEKKFIiGKPITVWKLYLEHPQDQPTIREKVREHPAVVDIFEYDIPFAKRYLIDKGL 

DIETLYHEGEEFGKGPIIMISYADENEAKVITWKNIDIiPYVEVVSSEREMIKRFriRIIREKDPDIIVTYN 

GDSFDPPYIiAKRAEKLGIKLTIGRDGSEPKMQRIGDMTAVEVKGRIHFDLYHVITRTINLPTYTL^ 

AIFGKPKEKVYADEIAKAWESGENIiERVAKYSMEDAKATYEIiGKEFLPMEIQLSRLVGQPLra 

NLVEWFLLRKAYERNBVAPNKPSEEEYQRRLRESYTGGFVKEPEKGLWENIVYLDFRALYPS 1 1 ITHNVS 

PDTLNLEGCKNYDIAPQVGHKFCKDIPGPIPSLLGHLLEERQKIKTKMKETQDPIEK^ 

ANSFYGYYGYAKARWYCKECa^SWAWGRKYIELVWKELEEKFGFKVLYIDTDGLYATIPGGESEEI 

ALEFVKYINSKLPGLLELEYEGFYKRGFFVTKKRYAVIDEEGKVITRGLEIVRRDWSEIAKETQARVL 

ILKHGDVEBAVRIVKEVIQKIiANYEIPPEKIAIYEQITRPIiHEYKA 

GYIVLRGDQPISNRAIIJ^EYDPKKHKYDAEYYIENQVIjPAVLRILEGPGYRKBDIjRYQK^ 

(SEQIDN0.5) 
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(d) PfupolV93R(V94R) 

^mIIJDVDYITEEGKPVIRLPKKENGKFKIEHDRTFRPYIyALLRDDSKIEEVKKITGERHGKIWIyD 

VBKKFLGKPITVWKI.YI.BHPQDRPTIREKVREHPAVVDIFEYDIPFAKRYLIDKGLIPMBGEEEI.KIIAF 

DIETLYHBGBBFGKGPIIMISYADENEAKVITWKNIDLPYVEWSSEREMIKRFLRIIREKDPDIiyTYN 

GDSFDFPYIJUCRAEKLGIKI.TIGRDGSEPKMQRIGDMTAVBVKGRIHFDI.YHVITRTINLPTYTLEAVYE 

AlFGKPKEKVYi^EIAKAWESGENLERVAKySMBDAKATYBLQKEPLPMBIQLSRLVGQPLWDVSRSSTG 

NLVEWFLLRKAYERNEVAPNKPSEEEYQRRIJIESYTGGFVKEPEKGLWENIVYIJDFRALYPSIIIT^ 

PDTLNLEGCKNYDIAPQVGHKFCKDlPGFIPSLLGHLLEERQKIKTKMKETQDPIEKILIJ>YRQKAira|I. 

ftxrSPYGYYGyAKARWYCKBCABSVTAWGRKYIELVWKEI.EEKPGFKVLYIDTDGLYATIPGGESEEIKKK 

ALEFVKYINSKLPGl.I.ELEyBGFyKRGFFVTKKRyAVIDEEGKVITRGLEIVRRDWSElAKETQARVL^^^ 

ILraGDVEEAVRIVKEVIQKIJ^IPPBKIAIYEQITRPLHBYKAIGPHW^VAKK^ 
GYIVl.RGDGPISNRAIIJ^BYDPKKHKYDAEYYIENQVI.PAViailLEGFGyRKEDLRYQKTRQVGLTSWI. 

(SEQIDN0.6) 



(e) PfupolI114R(I115R) 

MAILDVDAITEEGKPVIRLFKKENGKFKIEHDRTFRPYIYALLRDDSKIBEVKKITGEraGK^ 

A^KKFI-GKPITWKLYLEHPQDVPTIREKVREHPAVVDIFEYDRPFAKRYLIDKGLIPMEGEEELKI^ 

DIETLYHEGEEFGKGPIIMISYADENBAKVITWKNIDLPYVEWSSEREMIKRFLRIIREKDPDIIVTTO 

GDSFDFPYIJUaiAEKMIKLTIGRDGSBPimQRIGDMTAVEVKGRIHFDLYHVITRTINLPTYTLEAyY^ 

AIFGKPKEKVYADEIAKAVraSGENLERVAKYSMBDAKATYELGKEFLPMEIQLSRLVGQPLWDVSRSS^^^ 

NLVEWFLIJiKAYERNEVAPNKPSEEEYQRRLRESYTGGFVKEPEKGLWBNIVYIJ)FRALYPSIIITO^ 

PDTIJSn:,EGCKNYDIAPQVGHKFCKDIPGFIPSLLGHLI.EERQKIKTKMKETQDPIEKILU3YRQKMra^ 

ANSFYQYYGYAKARWYCKECAESVTAWGRKyiELWKELEEKFGFKVLYIDTDGLYATIPGGBSEEIKKK 

ALBFVKYINSKLPGLLBLEYEGFYKRGFF\n:KKRYAVIDEEGKVITRGI.EIVRRDWSEIAKETQ^™ 

ILKHGDVEEAWIVKEVIQKrJUSYEIPPBKLAIYEQITRPIflBYKAIGPHVAVAKKIJU^CI^^ 

GYIVIJlGDGPISNRAIIJ^EYDPKKHKYDABYyiENQVLPAVI.RII.BGFGYRKEDIJlYQKTRQVGI.TSW^ 

(SEQIDN0.7) 



(f) PfttpolI114Q(I115Q) 

MAILDVDYITEEGKPVIRLFKKENGKFKIEHDRTFRPAIYALLRDDSKIEEVKKITGBRHG^IW 

VEKKFI.GKPITVWKLYLEHPQDVPTIREKVREHPAVVDIFEYDQPFAKRYLIDKGLIPMEGBBBI.KII^^ 

DIBTLYHEQBBFGKGPIIMISYADENEAKVITWKNIDLPYVEWSSEREMIKRFLRIIREKDPDIIVTYN 

GDSFDFPyiJUaiABKl.GIKI.TIGRDGSEPKMQRIGDMTAVBVKGRIHFDLYHVITRTINLPTYmEAVY^ 

AIFGKPKBKVnfADEIAKAWESGBNLERVAKySMBDAKATYBMKBPLPMEIQLSRLVGQPLWDySRS^^^^^ 

inJVEWFLLRKAYERNEVAPNKPSEEEYQRRLRESYTGGFVKBPBKGLWENIVYLDFRALYPSIIITH^^ 

PDTIJn.EGCKNYDIAPQVGHKFCKDIPGFIPSLLGHLLEBRQKlKTKMKETQDPIEKILIJ3YRQ 

ANSFYGYYGYAKARWYCKECAESWAWGRKYIELWKELEEKFGFKVLYIDTDGLYATIPGGESEEIKiaC 

AI.EFVKYINSKLPGLLBLEYEGFYKRGPFVTKKRYAVIDEEGKVITRGLEIVRRDWSEIAKETQARVI.ET 

ILKHGDVBBAWIVKBVIQKIJ^IPPEKIJaYEQITRPLHEYKAIGPHVAVAKKIAAKGVKII^ 

GYIVLRGDGPISNRAIIJ^YDPKKHKXDAEyYIBNQVLPAVLRII.EGPGYRKEDLRYQKTRQVGI.TSWL 

(SEQIDN0.8) 
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It will be appreciated that the preferred mutants listed above comprise an alanine (A) 
insertion at position 2 which is not found in the wild type. Accordingly such mutants may be 
designated Y8A. Y38A, V94Q, V94R, I115R and I115Q mutants of the MAHDVDY form 
of Pfo Pol and correspond to Y7A, Y37A, V93Q, V93R, I114R and I114Q mutants of the 
trae wild-type (MILDVDY). Y7A, Y37A, V93Q, V93R, I114R and I114Q mutants of the 
true wild-type (MILDVDY) are also preferred mutants according to the invention. 

It will be ^predated that equivalent residues in other archaeal polymerases may be 
mutated (see figure 1). For instance Y7A, Y37A, V93Q, V93R, I114R. I114Q and P115A 
remain preferred mutants in Tgo-pol, DTok-pol and 9'N-7-pol. 

The present mvention also provides nucleic acids encoding an archaeal DNA 
polymerase variant as defined above. 

Examples of preferred mutant genes have the following DNA sequences: 
(a) PfupolY7ACY8A) 

ATGGCTATCCTGGACGTTGACGCCATCACCGAAGAACSGTAAGCCGGTTATCCGTCTGTTCAAAAAAGAAA^ 

AAATTCAAAATCGAACACGACCGTACCTTCCGTCCGTACATCTACGCTCTQCTGCGTGACQACTCTAAAATCGAA 

GAAGTTAAAAAAATCACCGGTGAACGTCATGGAAAGATTGTGAGAATTGTTGATGTAGAGAAGGTTGAGAAAAAG 

TTTCTCQQCAAGCCTATTACCGTGTGGAAACTTTATTTGGAACATCCCCAAGATGTTCCCACTATTAQAGAAAAA 

GTTAGAGAACATCCAGCAGTTGTGGACATCTTCGAATACGATATTCCATTTGCAAAGAGATACCTCATCGACAAA 

GGCCTAATACCAATGGAGGGGGAAGAAGAGCTAAAGATTCTTGCCTTCGATATAGAAACCCTCTATCACGAAGGA 

GAAGAGTTTGGAAAAGGCCCAATTATAATQATTAGTTATGCAGATGAAAATGAAGCAAAGGTGATTACTTGGAAA 

AACATAGATCTTCCATACGTTGAGGOTGTATCAAGCGAGAGAGAGATGATAAAGAGATTTCTCAGGATTATCAGQ 

GAGAAGGATCCTGACATTATAGTTACTTATAATGGAGACTCATTCGACTTCCCATATTTAGCGAAAAGGGC^ 

AAACTTGGGATTAAATTAACCATTQQAAGAQATGGAAGCGAGCCCa^GATGCAGAGAATAGGCGATATGACGGCT 

GTAGAAGTCAAQGGAAQAATACa^TTTCQAOTrGTATaVTGTAATAAaVAGGAa^TAAATCTC^^ 

CTAGAGGCTGTATATQAAaO^TTTTTGGAAAGCCAAAGGAGAAGGTATACGCCGACGAGATAGCAAAAGTC 

GAAAGTGGAGAGAACCTTGAGAGAGTTGCCa^TACTCGATGGAAGATGO^AAGGCAACTTATGAACT^^ 

GAATTCCTTCCAATGGAAATTCAGCTTTCAAGATTAGTTGGACAACCTTTATGGGATGTTTCAAGGTCAA 

GGGAACCTTGTAGAGTGGTTCTTACTTAGGAAAGCCTACGAAAGAAACGAAGTAGCTCCAAACAAGCCAAGTGAA 

QAGGAGTATO^GAAGGCTOUSGGAGAGCTACACAGGTGGATTCGTTAAAGAGCCAGAAAAGGGGT^^ 

aaStagtatacctagattttagagccctatatccctcgattataattacccacaa 
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AATCTTGJVGGGATGCUUVGAACTATGATATCGCTCCTCAAGTAGGCOVCAAGTTCTaCAAGGAC^ 

MACCAAGTCTCTTGGGACATTTGTTAGAGGAAAGACAAAAGATTAAGACAAAAATGAAGGAAACTCAAGATCCT 

ATAQAAAAAATACTCCTTGACTATAGAC^AAAAGCGATAAAACTCTTAQCAAATTCTTTCTACGGAT^^ 

tatgSaaaqc»agatg6tactgtaaggagtgtcctgagagcgtta 

GTATGGAAGGAGCTCGAAGAAAAGTTTGGATTTAAAGTCCTCTACATTGACACTGATGGTCTCTA^^ 

Ca^GGAGGAGAAAGTGAGGAAATAAAGAAAAAGGCTCTAGAATTTGTAAAATACATAAATTa^QCTCCC^ 

CTGCTAQAaCTTGAATATGAAGGGTTTTATAAGAGGGGATTCTTCGTTACGAAGAAGAGGTATGCAGTAAT^^ 

6AAGAAGGAAAAGTCATTACTCGTGGTTTAGAGATAGTTAGGAGAGATTGGAGTGAAATTGCAAAAGAAACTCAA 

GCTAGAGTTTTGGAGACAATACTAAAAO^CGGAQATQTTGAAGAAGCTGTGAGAATAGTAAAAGAAGTAAT^ 

SSSgccaattatgaaattccaccagagaagctcgcaatatatgagcagataacaaga^ 

AAGGCGATAGGTCCTCACGTAGCTGTTGCAAAGAAACTAGCTGCTAAAGGAGTTAAAATAAAGCCA^ 

attggatacatagtacttagaggcgatggtccaattagcaatagggcaattctagctgaggaatacgatcccaaa 
Sgcacwvgtatgacgcagaatattacattgagaaco^ggttcttcc^^ 

GGATACAGAAAGGAAGACCTCAGATACCy^AAAQAa^WSAa^TC^^ 

(SEQIDN0.9) 



(b) Pfu pol V93Q (V94Q) 

ATGGCTATCCTGGACGTTGACTACATCACCGAAGAAGGTAAGCCGGTTATCCGTCTGTTCAAAAAAGAA^ 

AAATTO^AAATCGAACACGACCGTACCTTCCGTCCGTACATCTACGCTCT^^ 

GAAGTTAAAAAAATCACCGGTGAACGTCATGGAAAGATTGTGAGAATTCTTGATGTAGAG^ 

TTTCTCGGCAAGCCTATTACCGTGTGGAAACTTTATTTGGAACATCCCO^AGATCAGCCCAC^^^ 

GTTAGAGAACATCCAGCAGTTGTGGACATCTTCGAATACGATATTCCATTTGCAAAGAGATACCTCATCGACAA^ 

GGCCTAATACCAATGGAGGGGGAAGAAGAGCTAAAGATTCTTGCCTTCGATATAGAAACCCTCTATO^C^ 

Sagagtttggaaaaggcco^ttataatgattagttatgcagatgaaaatgaagcaaaggt^^ 

AACMAGATCTTCCATACGTTGAGGTTGTATCAAGCGAGAGAGAGATGATAAAGAGAT^^ 

GAGAAGGATCCTGACATTATAGTTACTTATAATGGAGACTCATTCaACTTCCCATATTTAGCGAAAAGGGC^ 

AAACTTGGGATTAAATTAACCATTGGAAGAGATGGAAGCGAGCCCAAGATGCAGAGAATAGGCGATATGACGGCT 

GTAGAAGTCAAGGGAAGAATAO^TTTCGACTTGTATCATGTAATAACAAGGACAATAAATCTCCCAACA^^ 

CTAQAGQCTGTATATGAAGCAATTTTTGGAAAGCCAAAGGAGAAGGTATACGCCGACGAGATAGCAA^ 

Saagtggagagaaccttgagagagttcccaaatactcgatggaagatgcaaaggcaact^^ 

GAATTCCTTCCAATGGAAATTCAGCTTTCAAGATTAGTTGQAO^CCTTTATGGGATGTTT^^ 

GGGAACCTTGTAGAGTGGTTCTTACTTAGGAAAGCCTACGAAAGAAACGAAGTAGCTCO^CAAGCC^^ 

GAGGAGTATCAAAGAAGGCTO^GGGAGAGCTACACAGGTGGATTCGTTAAAGAGCaVGAAAAGGGGTTGTGGG 

aaSatagtatacctagattttagagccctatatccctcgattataattacccacaatgtttctcccgatactcta 

J^TCiTGAGGGATCCAAGAACTATGATATCGCTCCTCAAGTAGGCCAC^^ 

ATACOUVGTCTCTTGGGACATTTGTTAGAGGAAAGACAAAAGATTAAGACAAAAATGAAGGAAACTCy^G 

ATAGAAAAAATACTCCTTGACTATAGACAAAAAGCGATAAAACTCTTAGCy^TTCTTTCTACGGATATTATGGC 

TATGa^GO^GATGGTACTGTAAGGAGTGTGCTGAGAGCGTTACTGCCTGGGGAAGAAAGTACATCG^^^ 

GTATGQAAGQAGCTCXSAAGAAAAGTTTGGATTTAAAGTCCTCTACATTGACACTGATGGTCTCTATGCAAC^^^ 

CCAGGAGGAGAAAGTQAGGAAATAAAGAAAAAGGCTCTAGAATTTGTAAAATAO^TAAATTC^ 

CTGCTAGAGCTTQAATATGAAGGGTTTTATAAGAGGGGATTCTTCQTTACGAAGAAGAGGT^^ 

GAAGAAGGAAAAGTCATTACTCGTGGTTTAGAGATAGTTAGGAOAGATTGGAGTGAAATTGa^AAAGAAAC^ 

GCTAGAGTTTTGGAGAO^ATACTAAAACy^CGGAGATGTTGAAGAAGCTGTGAGAATAGTAAAAGAAGTAATACAA 

AAGCTTGCCAATTATGAAATTCCACCAGAGAAGCTCGCAATATATGAGCAGATAACAAGACCATTACATQAGTAT 

AAGGCGATAGGTCCTCACGTAGCTGTTGCa^GAAACTAGCTGCTAAAGGAGTTAAAATAAAGCCAGGAAT^^ 

ATIXMATACATAGTACTTAGAGGCGATGGTCO^TTAGCAATAGGGCAATTCTAGCTGAGGAATACGATCCCAAA 

SSSotI?S?gSgSSttacattgagaaccaggitcttccag^ 

GGATACAGAAAGGAAGACCTCAGATACCAAAAGACAAGACAAGTCGGCCTAACTTCCTGGCTTAAC^^^ 

(SEQ ID NO.IO) 
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(c) PfuPolP115A(P116A) 

ATGGCTATCCTGGACGTTGACTAO^TCACCGi^GAAGGTAAGCCCMTTATCCGTCTGTTCAiU^GAAA^ 

SttcSLvtcgaacu^cgaccgtaccttccgtccgtacatctacgctctgctgc^ 

GAAGTTAAAAAAATCACCGGTGAACGTCATGGAAAGATTGTGAGAATTGTTGATGTAGAGAAGGOT^^ 

tttStcggcaagcctattaccgtgtggaaactttaot^^ 
^SSSScSSSgSgtggacatcttcqaatacgatatttttg 

CTSlScCAATGGAGGGGGAAGAAGAGCTAAAGAlTCTTGCCTTaSATATAGAAACCCTCTAT^ 

gagtttgSaaaggcccaattataatgattagttatgcagatgaaaat^ 

MAGATCTTCCATACGTTGAGGrrGTATCAAGCGAGAGAGAGATGATAAAGAGArrrCTCAGGATTATCAGGGAG 
SGSTCCTCACATTATAGTTACTTATAATGGAGACTCATTCGACrrCCCATATTTAGCGA^ 

S?^aSSS?aacSitggaagagatggaagcgagcccaagatgcagagaat^^^^ 

GAAGTCAAGGGAAGAATACATTTCGACTTGTAT^ 

G^cSJSATCSScAATTTTTGGAAAGCCa^GGAGAAGGTATAOT^ 

Ltggagagaaccttgagagagttgccaaatactcgatggaagatgcaaaggcaacttatgaactcgtcaaa^ 

toSSccStggaaattcagctttcaagattagttggacaacctttatg^ 
aaccttgtagagtggttcttacttaggaaagcctacgaaagaaacgaagtagctccaaa 

S^SJSSSagLggctcagggagagctacacaggtogattcgt^ 

mStatacctagattttagagccctatatccctcgattataattacccao^ 

cttoSSSgSagaactatgatatcgctcctcaagtaggccacaagttctg^^ 

C?SS?SS?SSS^STGTTAGAGGAAAGACAAAAGATTAAGAa^ 
SS^iSicCTTQACTATAGAa^AAAAGCGATAAAACTCTTAGCAAAT^^ 

gSaaScSStggtactqtaaggagtgtgctgagagcgttactgcctggggaa 
?^^gSctcSSgaaaagtttgqatttaaagtcctctacattgacactgatc^^ 
gSSSSaSgtgaggaaataaagaaaaaggctctagaatttgtaaaatacataa^ 
ctaSg?ttgStatgaagggttttataagaggggattcttcgttacgaagaagaggtatc^ 

gJ^aaaaotStSctostggtttagagatagttaggagagatto^^ 
SJS?S^SSaSctaSacacgqagatgttgaagaagctgtgagaat^^^ 

™Sn?SS^TTCC^GAGAAGCTC6CAATATATGAGaVGATAACA^ 
STSGTCCTCACGTAGCTGrrGCAAAGAAACTAGCTGCTAAAGGAGTTAAAAT^ 

gSSSJ?ISSSSgaggcgatggtccaattagcaatagggcaattctagct^ 

caSotatgacgowsaatattacattgagaaccaggttcttccagcggtacttaggatatot 

ScSaSggLqacctcagataccaaaagacaagacaagtcggcctaacttcctggctt^ 

(SEQIDNO.ll) 

It wiU be appreciated that preferred mutants encoded by the DNA sequences Usted 
above comprise a codon for an alanine (A) inserted at position 2 that is not found in the wild 
type. Accordingly such mutants may be designated Y8A, Y38A and P116A mutants of the 
MABLDVDY form of Pfu Pol and correspond to Y7A, Y37A and P115A mutants of the true 
wild-type (MILDVDY). 

It will also be appreciated that DNA sequences for other preferred mutants will be 
readily apparent given the abovementioned ammo acid sequences. Accordingly DNA 
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molecules encoding Y7A. Y37A, V93A. I114R, I114Q and P115A mutants of the true wUd- 
type (MIUDVDY) are also preferred nucleic adds according to the invention. 

The variant polymerases as defined above are particularly useful for PCRs since they 
are thermally stable, have proofreading abiUty but are not stalled by the presence of dUTP. 

Accordingly, a further aspect of the present invention provides a kit useful for 
polymerase chain reactions comprising DNA to be amplified, free bases, primers and a 
variant archaeal DNA polymerase having a modified amino acid sequence of a wild-type 
amino acid sequence, the modified sequence being in the amino-terminal amino acids that 
comprise a uracil binding pocket in the wild-type polymerase whereby the variant polymerase 
has reduced affinity for uracil compared to the wild-type polymerase. 

The present invention fiirther provides a method of ampUfying DNA comprising the 
steps of (i) denaturing a double strand of DNA by heating a solution containing the DNA, 
free oUgonucleotides, primers and a variant archaeal DNA polymerase having a modified 
amino acid sequence of a wild-type amino acid sequence, the modified sequence being in the 
amino-terminal amino acids that comprise a uracil binding pocket in the wUd type 
polymerase whereby the variant polymerase has reduced affinity for uracil compared to the 
wild-type polymerase; (ii) reducing the temperature of the solution to effect annealing of the 
primer and the DNA and (iu) heating the solution to effect extension of DNA by the variant 
polymerase. 
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The abiUty of the variant DNA polymerase to ampUfy DNA in the presence of dUTP 
results in it being particularly suitable for PGR that uses dUTP rather than dTTP, for example 
in the prevention of contamiaation of samples. 

A preferred protocol for carrying out PGR utUsing variant polymerases according to 
the method of the present invention is as foUows: PGR may carried out under the foUowing 
conditions: lOOjil volume, 20 mM Tris-HGl pH 8.8. 10 mM KGl, 10 mM (NHa^ SO4, 2 mM 
MgS04, 0.1% Triton XIOO. 100 jig/ml BSA. 250 nM each of dATP, dGTP, dCTP and either 
250 mM dTTP or 250 |xM dUTP, 2.5 units DNA polymerase overlayed with 40^1 of mineral 
oil (1 unit of polymerase is defined as amount of enzyme that incorporates 10 nmol of dATP 
into acid-precipitable material using an activated calf-thymus DNA-based assay (4) in 30 min 
at 72'G). 5 ng of template DNA to be ampUfied is used and the concentration of the forward 
and reverse primers (each 1 8 bases in length) is 0.3 yM. Each PGR consisted of 30 cycles of 
1 min at 95°C, 2 min at 52°G and 4.5 min at 72°G. 

The present mvention will now be further illustrated by means of the following 
Examples in which Example 1 investigates the uracil-binding pocket of Archaea 
polymerases, in particular the hypertheimophiUc archaea, Pyrococcus fitriosus (Pfii-pol) and 
Example 2 investigates the effect of mutagenesis of residues in and around the uracU-binding 
pocket of archaeal DNA polymerases, and with reference to the accompanying drawings in 
which:- 
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Figure 1 illustrates an amino acid sequence alignment of archaeal family B DNA 
polymerases, corresponding to residues 1-130 of Pyrococcus Juriosus polymerase. 
Candidates were identified using a WUBLAST search (European Bioinformatics Institute, 
htt p://www.ebi.an ii1c/ebi home.html) for homologues of Pfu-Pol. An additional ENTREZ 
search of the SWISSPROT database for family B DNA polymerises was performed 
[Genbank rhttn://wwwjicbi.nhn.mh.gov/) 1. Sequence aUgrmients were generated using 
ClustalX (version 1.81) [J. D. Thompson et al, Nucl Acids, Res 24, 4876 (1997]. The 
organisms and the DNA polymerase sequence accession numbers were: Pyrococcus Juiosus 
(Pfu) (P80061), Thermococcus gorgonarius (Tgo) (pdb 1D5A), Pyrococcus kodakaraensis 
(PKOD) (gi/13399597), Desuljurococcus strain Tok (DTok), Thermococcus sp. 9°N-7 (9°N- 
7) (Q56366), Thermococcus litoralis (TU) (AAA72101.1), Methanococcus voltae (Mvo) 
(P52025). Pyrobaculum islandicum (Pis) (AAF27815.1), Archaeoglobus fulgidus (Agu) 
(029753), Cenarchaeaum symbiosum (Csy) (AAC62712.1), Sulfolobus addocaldarius (Sac) 
(P95690), Suljurisphaera ohwakuensis (Soh) (BAA23994.1), Sulfolobus solfataricus (Sso) 
(P26811), Pyrodictium occultum (Poc) (BAA07579.1) and Aeropyrum pemix (Ape) 
(NP_148473.1); 

Figure 2A: The template-binding cleft T (21) of Tgo-Pol showing the presence of a 
pocket. B: The N-terminal domain of Tgo-Pol with amino acids that form the pocket shown 
in space-fill: Y7; P36/Y37; amino acids 90-97 (22); amino acids 112-116 (23). a-HeUces are 
shown (24) and p-sheets (25). C: Amino acid sequences of the N-temiinal domains of Tgo- 
Pol (upper sequence (SEQ ID N0.12)) and RB69-Pol Qower sequence (SEQ ID N0.13)), 
Amino acids that form the pocket in Tgo-Pol (and the corresponding residues in RB69-Pol) 
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are underlined and coirespond to the amino acids identified in panels B and E. Cylinders 
represent a-heUces and arrows p-sheets. The amino acid sequences have minimal homology 
and have been aUgned using structural homology. D: Structural alignment of the N-terminal 
domains of Tgo-Pol and RB69-Pol. The insert ia Tgo-Pol is shown (26). This structural 
superimposition was used to generate the amino acid aUgnment shown in C. E: The N- 
terminal domain of RB69-PoL Space-filled amino acids (V8 QIO; residues 65-72 (27); 
residues 84-89 (28); P35/S36 he substantially behind residues 84-89) correspond to those in 
Tgo-Pol (shown in panel B) which form the pocket. Both V8 and QIO are near the position of 
the Tgo-Pol Y7. a-HeUces are shown (24) and p-sheets (25). hnages/structural homology 
models were produced using Swiss-Model [N. Guex, M. C. Peitsch, Electrophoresis 18, 2714 
(1997)] niitn://www.exDasv.ch/sDdbv/) . POV-Ray [C. Cason, POV-Ray for Windows, 
version 3.1g (1999)] (http://www.povray.org) and Rasmol [R. Sayle, J. F. Mihier-White, 
Trends Biochem. Sci. 20, 374 (1995)]. 

Figure 3: Modelling pyrimidines into the N-terminal domain pocket of Tgo-Pol using 
Web Lab Viewer Pro [Molecular Sunulations Inc., Web Lab Viewer Pro (version 4.0) 
(2000)] (htQ>://www.msi.com). Hatched lines represent hydrogen bonds; except steric 
clashes are identified (31). Uracil formed four enzyme-base hydrogen bonds and no clashes. 
Cytosine and thymine resulted in fewer hydrogen bonds and/or clashes. 



Mgure 4 A and B: Primer extension reactions using a 5'-^^P labeled 24-mer primer 
(5'-GGGGATCCTCTAGAGTCGACCTGC-3' (SEQ ID NO. 14)) (2.5nM) 
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annealed to 44-mer template (5'- 

GOAGA^^ ^r^-r^n^^n^ATr^.C ^r^.\C^TCG ACr^CT^C^^ ( SEQ ID 

NO. 15)) (5nM). The primer hybridises with the xmderlined section of the template to place a 
uracil (thymine in controls) seven bases from the primer-template junction (H.H. Hogrefe, C. 
J. Hansen, B. R. Scott, K. B. Nielson. Proc. Natl. Acad. Sci. U.S.A.. 99. 596 (2002)). In the 
presence of the four dNTPs all Pfu-Pol variants were able to fully copy the control template, 
lacking uracil, converting the labeled 24-mer primer into a product 44 bases long (A). With 
uracU in the template the wild-type enzyme (WT) stalled polymerisation (H.H. Hogrefe, C. J. 
Hansen, B. R. Scott, K. B. Nielson, Proc. Natl. Acad. Sci. U.S.A., 99, 596 (2002)) giving a 
truncated product (B). The arrow (41) indicates the major pause site, shown (using standards, 
not illustrated) to occur four base before uracU. With Y7A, V93Q and P115A some full- 
length product was observed (amounts: V93Q > P115A > Y7A) indicating read-through of 
the template-strand uracil (panel B). No full-length product was seen with Y37A, Y37F and 
PI 15F (some material partially extended past the "uracil induced pause" was seen with Y7A, 
Y37A and Y37F. The first and second lanes contain standard 24-mer and 44-mer. C and D: 
PGR reactions. In control PGR with the four nonnal dNTPs (dATP, dGTP, dGTP and dTTP) 
all tlie Pfu-Pol variants (and Taq-Pol) gave the anticipated PGR product, ~ 2 kbases in length 
(G). When dUTP replaced dTTP, Taq-Pol produced a 2 kbase fragment (D). With most Pfu- 
Pol variants (WT, Y37A, Y37F and P115F) no PGR product was seen (D). Three Pfu-Pol 
mutant's produced a PGR product (amounts: V93Q > P115A > Y7A) (2 x and 4 x loadings, 
respectively, were used for visualisation with P115A and Y7A). All PGR reactions were 
carried out under identical conditions with no optimisation; this probably accounts for the 
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lower weight contaminant seen in some lanes. Markers (important sizes indicated) were from 
Promega. 

tj gnre 5; Po lymerase chain reaction (PGR) with Thermus aquaticus polymerase 
(Taq-Pol) and Pyiococcus furiosus polymerase (Pfu-Pol) (wild type and two mutants, V93Q 
and V93R). A DNA fragment (~ 1 kilobase in length) from the plasmid pET-17b(Pfu-Pol) 
was amplified. Conditions 20 mM Tris-HCl, pH 8.8, 10 mM KCl, 10 mM (NH4)2S04. 2 mM 
MgS04, 0.1 % (v/v) Triton XlOO and 0.1 mg/ml bovine serum albumin. Each reaction 
contained 250 /iM each dATP, dGTP and dCTP. Reactions 1-4 contained 250 /iM TTP; 
reactions 5-8 250 /iM dUTP. 2.5 units of the polymerase were used. Cycle 1 x 10 minutes 94 
°C; 30 X Iminute 94 "02 minutes 42°C/1 minute 72 °C; 1 x 10 minutes 72 "C. The Pfu-Pol 
mutants V93Q and V93R give higher yield of PCR product (lanes 3,4) than wild type Pfu-Pol 
(lane 2) when TTP is used. Wild type Pfu-Pol does not give a PCR product with dUTP (lane 
6), whereas Pfu-Pol mutants V93Q and V93R give a product (lanes 7,8) [lane 1= Taq-Pol 
with TTP; lane 2= Wild type Pfu-pol with TTP; lane 3= Pfu-Pol V93Q with TTP; lane 4= 
Pfu-Pol V93R with TTP; lane 5= Taq-Pol with dUTP; lane 6= Wild type Pfu-pol with dUTP; 
lane 7= Pfu-Pol V93Q with dUTP; lane 8= Pfu-Pol V93R with dUTP] [M= lOObp ladder; 
Mb= 1Kb ladder]. 
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Example 1 

Crystal structures are known for five fiimily B DNA polymerases; one viral, the 
remaining four archaeal. The first structure to be solved was for the bacteriophage RB69 
polymerase (RB69-Pol) (J. Wang et aL. Cell 89, 1087 (1997)); a structure with primer- 
template has also been determined (M. C. Franklin, J. J. Wang, T. A. Steitz, Cell 105, 657 
(2001)). More recently, the structure of an archaeal family B DNA polymerase, from the 
hyperthennophiUc archaeon Thermococcus gorgonarius (Tgo-Pol), has been reported (K. P. 
Hopfiier et al.. Structure 7, 1189 (1999)). Three other archaeal polymerase structures, 
Desul/urococcws strain Tok (DTok-Pol) (Y. Zhao et al.. Structure 7, 1189 (1999)), 
Thermococcus sp. 9°N-7 (9°N-7-Pol) (A. C. Rodgriguez, H-W. Park, C. Mao, L. S. Beese, J. 
Mol. Biol. 299, 447 (200)) aad Pyrococcus kodakaraensis KODl (KODl-Pol) (H. Hashimoto 
et al, J. Mol. Biol. 306, 469 (2001)), were subsequently solved. Only apo-enzyme structures 
are known for the archaea. All five family B polymerases contain five distinct domains, the 
N-teiminal domain, the exonuclease or 'editing' domain and three polymerase active site 
domains. The folding of the five domains fonns Ihree distinct clefts extending from a central 
hole. Two (named clefts D and T) are oriented approximately 180* relative to each other, on 
either side of the central hole. The structure of RB69-pol containing a primer-template 
demonstrates that cleft D binds double stranded primer-template and cleft T binds single- 
stranded tenq)late (M. C. Franklin et al supra). The three polymerase domains forms cleft D, 
whereas cleft T is formed by the exonuclease domain and the N-terminal domain. The third 
cleft is perpendicular to the other two and represents the 3'-5' exonuclease/editing cleft. 



wo 03/089637 PCT/GB03/01623 

18 

Examination of cleft T in the case of Tgo-Pol (the other archaeal polymerases give 
similar resiilts) revealed the presence of a pocket located on a surface exposed face towards 
the outer edge of the polymerase (figure 2A). The location of this pocket, in the template 
strand binding region, approximately four bases from the primer-template junction makes it a 
clear candidate for uracil recognition. The pocket is comprised of amino acids that are solely 
present in the N-terminal domain. Amino acids from four regions of this domain, which are 
close together in space, are used to assemble the putative uracil binding pocket. These amino 
acids are illustrated in figure 2B (a structural representation of the N-tenninal domain) and 
underlined in figure 2C (the amino acid sequence of the N-terminal domain). The fimction of 
Y7, which sits at the entrance of the pocket, is obscure. It may form a Ud, which closes 
following binding, ensuring trjqypmg (and hence high affinity) of uracil. The base of the 
pocket (clearly visible as P36Ar37 in figure 2B) is formed by Y37, oriented by P36 at the 
beginning of a P sheet and supported by K84 "underneath" Y37. One side of the pocket is 
formed by amino acids 90-97, present in a a-helix. A proline (P94) bends the a-helix, 
forming a curved wall (figure 2B). The other side comprises residues 110-116; amino acids 
present in a loop region (1 10-1 14) or at the beginning of a second a-helix (115-1 16). This a- 
helix commences with amino acids PI 15 and F116. The proline appears to have a critical 
role, ensuring that PI 15 and F116 are able to form part of the pocket's curved wall (figure 
2B). 

The viral polymerase from RB-69 shows 61% amino acid identity to bacteriophage 
T4-Pol, Additionally, the N-terminal of RB69-Pol is identical to a structure for an N-terminal 
fragment of T4-Pol (J. Wang. P. Yu, T. C. Lin, W. H. Konigsberg, T.A. Steitz, Biochemistry 
35, 8110 (1996)). Previously, it has been demonstrated that T4-Pol did not stall 
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polymerisation in response to template-strand viracil (M. A. Greagg et aL, Proc Natl Acad. 
Sci. U.S.A. 96, (1999)); inability to recognize uracil would also be e3q)ected for KB69-Pol. 
This contrasts with Tgo-Pol which stalls polymerization when template strand uracil is 
encountered (M. A. Greagg et al.. Supra). Tgo-Pol is also inhibited by uracil containing DNA 
(R. S. Lasken, D. M. Schuster, A. Rashtchian, J. Biol. Chem. 271, 17692 (1996)); a feature 
not seen wifli viral enzymes. Therefore, if the pocket seen with Tgo-Pol is used for uracil 
detection, it should be absent for tiie viral enzymes. The N-terminal domains of Tgo-Pol and 
RB69-Pol show considerable structural homology (figure 2D); near perfect aUgnment of 
secondary stiiictural elements is observed, despite the ahnost conq)lete lack of amino acid 
sequence homology (figure 2C). The only significant difference is the presence of an ammo 
acid insert (shown in figure 2D) in the archaeal enzyme. However, detailed comparisons 
demonstrate differences in the two polymerases (figure 2E). With Tgo-Pol. Y7 may act as a 
Ud and Y36 forms the base of the pocket; in RB-69 these residues are replaced witii 
valine/glutamine (both these amino acids in RB69-Pol are near Y7 of Tgo-Pol and it is not 
clear which is the exact replacement) and serime respectively. Similarly Tgo-Pol uses a 
prohne-containing kinked a-helix (residues 90-97) to form one wall of tiie pocket. In RB69- 
Pol the corresponding a-heUx (residues 65-74) lacks the prohne; therefore, the helix is 
straight and does not form a good wall. However, a key feature involves PI 15 and F116, 
which form part of one of the walls of the pocket with Tgo-Pol. In tiie case of RB69 tiie 
proline is missing and tins results in tiie corresponding phenylalanine (F88) falling into and 
completely filling tiie pocket. As shown in figure IE tiiis means tiiat tiie viral enzyme lacks a 
uracU binding pocket (P35/S36 are substantially obscured). The differences between tiie viral 
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and archaeal enzymes, based on subtle changes to a few amino acids, provide compelling 
evidence that the N-terminal pocket is responsible for uracil detection. 

It was possible to model uracil into the pocket of Tgo-Pol (figure 3A). The most 
fevourable orientation produces four hydrogen bonds between the protein and uracil. In all 
cases the protein uses the peptide backbone for hydrogen bond formation. The interactions 
comprise: 1114 (peptide -NH) to uracil C2 =0 group; Bill (peptide =0) to uracil N3H; Y37 
(peptide =0) to uracil N3H and (peptide -NH) to uracil C4-0 (figure 3A). Cytosine 
superimposed at the same position as uracil forms only one hydrogen bond (IIU (peptide - 
NH) to uracil C2 =0) and the 4-NH2 group clashes with the main chain atoms of Y37 
(peptide =0 and -NH) (figure 3B). This clash could be reUeved by repositioning the cytosine, 
but only at the expense of the one H-bond, resulting in no interactions between the base and 
the protein. Thymine superimposed at the uracil position could form most of the protein-base 
hydrogen bonds (interactions were identical to uracil except the Y37 (peptide -NH) to 
uracil/thymine N3H hydrogen bond was not formed). Critically the C5 -CH3 group showed a 
severe steric clash with the edges of the cycUc P36 side chain and the ring of F116, thereby 
preventing binding of the base within the pocket (figure 3C). Thus the pocket is highly 
specific for binding uracil and able to discriminate against the 'normal' DNA pyrimidines. 

An amino acid sequence alignment has been carried out for the N-tenninal domains of 
fourteen archaeal family B DNA polymerases (figure 1); eight were firom the crenarchaea and 
six fix)m the euryarchaea. Twelve of the polymerases were either themiophiles or 
hyperthermophiles, one was mesophiUc (Methanococcus voltae (Mvo)) and one was 
psychrophiUc (Cenarchaeaum symbiosum (Csy)). Two highly conserved regions (A and B) 
which contain most of the amino acids that fi»m the uracil binding pocket, are seen. Many of 
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the amino acids comprising the uracil binding pocket (figure 2B and 2C) are highly 
conserved; especially uracil-contactmg residues (figure 3A). Thus P36, Y37, Bill and 1114 
show 100 % identity. The possible pocket lid, Y7, also shows 100 % conservation. Several 
other key amino acids e.g. V93 (which Imes one side of the pocket), PI 15 and F116 (which 
line the other side of the pocket) show a high degree of conservation. 

Example 2 

Use was made of three assays to test the ability of flie mutant polymerases to recognise uracil. 
Primer extension reactions (M. A. Greagg et a/.. Supra) measure the ability of a polymerase 
to extend a primer through uracil bases in the template strand. As expected both the wild type 
and the mutant enzymes were able to completely copy a control template, lacking uracil 
(figure 4A). As previously observed (M. A. Greagg et a/., Supra\ the wild type enzyme 
stalled polymerisation four bases upstream of template-strand uracil, resulting in a truncated 
product (figure 4B). Y37A, Y37F and P115F behaved in a similar manner to wild type. 
However, ttiree of the mutant enzymes, V93Q, P115A and Y7A, produced fiilHength product 
when uracil was present (figure 4B). With V93Q fiiU-length product predominated; in the 
cases of PI 1 5 A and Y7A both fiill-lengfh and truncated product were seen. 

Next the ability of the polymerases to biad single stranded DNA containing uracil was 
investigated, using a binding assay based on fluorescence anisotropy (S. L. Reid, D. Parry, H- 
H. Liu, B. A. Connolly, Biochemistry 40, 2484 (2001)). Kd was detemiined by fluorescence 
anisotropy used an oUgodeoxynucleotide containing a single uracil and a 
hexachlorofluorescein label at its 5 -terminal. The oUgodeoxynucleotide used was: 5'-hex- 
GCCCGCGGGAUATCGGCCCTTA-3' (SBQ ID NO. 16) (or a control in which the xoracil 
was replaced with thymine). The concentration of the oUgodeoxynucleotide was 5 nM in 1 ml 
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of 10 mM Hepes-NaOH. pH7.5, lOOmM NaCl, ImM EDTA. AUquots of the enzyme were 
added and the anisotropy measured; titration was continued until the anisotropy stopped 
increasing. Data fitting to obtain Kd values is as described by Reid et al (Supra)). Kd values 
are summarised in table 1. The wild type enzyme bound the uracil-containing 
oUgodeoxynucleotide with a Kd of 8.3 nM, a 17-fold preference over a control strand lacking 
this base. Three of the mutants, Y7A. V93Q and P115A bound to the uracil-containing 
oUgodeoxynucleotide less well than the wild type (Kd values of 25.7, 144.5 and 84 nM 
respectively, table 1). These mutants correspond exactly to those able to read through a 
uracil-containing template; fiirtheraiore the diminution in uracil binding corresponds with 
read through capabiUty. In both assays loss of uracU recognition is: V93Q > P115A >Y7A. 
These three mutants also show a reduced preference for uracil-containing DNA over the 
control sequence; with P115A and V93Q the preference is virtually aboUshed. The mutants 
Y7A, Y37A and PI 15F bind uracil-containing DNA with essentially the same affinity as the 
wild type (table 1). In some cases. Y37A and Y37F, the preference for the uracil-containing 
oUgodeoxynucleotide is reduced, but this arises solely firom tighter binding of the control. 
Table 1 also gives the specific activity of the mutant Pfii-Pols relative to the wild type. In 
general there are only smaU decreases in activity with even the mutant with the lowest 
activity (Y37A) retaining 38 % of the wild type activity. 

The DNA polymerase activity assay (Richardson, C. C. (1966) in Procedures in 
Nucleic Acids Research, G. L. Cantoni, D. R. Davies, Eds, (Harper and Row, New York, 
1966), pp. 263-27) used 50 nl samples containing 20 mM Tris-HCl, pH 8.8, lOmM KCl, 
lOmM (NH4)2S04, 2 mM MgS04, 0.1% Triton XlOO, lOO^g/ml BSA 200mM each dNTPs, 
0.2mg/ml activated calf thymus DNA (AP Biotech), l^Ci 3000Ci/mmol [a-^'P] dATP. Pfii- 
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Pol (the amount varied depending on the activity of the enzyme) was added and a 10 minute 
incubation at Tl^C was used (reactions were linear over this time). After this period the 
amount of radioactivity incorporated into acid-precipitable material was determined by 
scmtillation counting. 1 unit of enzyme is defined as amount of enzyme that incorporates 10 
nmol of dATP into acid-precipitable material in 30 min at 72*'C. 

Table 1. Pfii-Pol variants: specific activity and abiUty to bind to uracil containing DNA. 



Pfii-Pol 
variant 


specific activity 
(units/mg) 


% activity 
(relative to 
wild type) 


KD(nM) 
(uracil) 


Kd (nM) 
(control) 


Preference 
for uracil 


wild-type 


3556 


100 


8±1 


140 ± 10 


18 


Y7A 


2314 


65 


26±1 


255 ± 20 


10 


Y37A 


1352 


38 


9±2 


57 ±7 


6 


Y37F 


2169 


61 


10±4 


120 ±13 


12 


V93Q 


1643 


46 


144±7 


277 ±22 


2 


P115F 


2541 


71 


7±1 


148 ±10 


21 


P115A 


1637 


46 


84±4 


111±5 


1.3 



The specific activities of the Pfii-Pol variants was deteraiined using the incorporation 
of [a-^^P]-dATP into acid-precipitable calf-thymus DNA as described (see above). Values 
are accurate ± 15 %. Binding constants were determined by fluorescence anisotropy using 
hex-GCCCGCGGGAUATCGGCCCTTA (SEQ ID N0.16) (uracil) or an analogous 
oUgodeoxynucleotide in which the uracil Was replaced with thymine (control) (S. L. Reid, et 
al; supra and J. Wang et al. (Supra)). Each value was determined three times and the average 
± one standard deviation is given. The preference for uracil is the ratio Kd (ununi)/KD (control)- 
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FinaUy PGR was performed +/- dUTP the abiUty of Pfu-Pol to carry out PGR was 
evaluated by ampUfying a - 2 kbase ftagment (between the T7 promoter and the Hindm site) 
of pET17-b(Pfu-Pol) [S. J. Evans et al. Nucl Acids. Res. 28, 1059 (2000)]. Conditions: 
100>il volume. 20 mM iWs-HCl ph 8.8, 10 mM KCl. 10 mM (NH4)2S04, 0.1% Triton XlOO, 
100 Jig/ml BSA, 250 pM each dNTP (one set of reactions contained dTTP, the other dUTP), 
2.5 units DNA polymerase overlayed with 40 jil of mineral oil. 5 ng of pET17-b(Pfu-Pol) 
was used and the concentrations of Ihe forward and reverse primers were both 0.3 yM. Each 
reaction was 30 cycles of 1 min at 95»C, 2 min at 52°C and 4.5 min at 1T>C. PGR with Taq- 
Pol was identical to Pfu-Pol save 10 mM Tris-HGl pH 8.8. 50 mM KCl, 0.08% NP-40. 1.5 
mM MgCla was used. Analysis used ethidium bromide-stained agarose gels. 

Pfu-Pol (wild type and mutants) and Taq-Pol. were able to perform PGR with the four 
normal dNTPs (figure 4G). When dUTP was used in place of dTTP, PGR with Taq-Pol was 
unaffected; however, wild-type Pfu-Pol gave no product (figure 4D). The three mutants that 
showed diminished uracil recognition in read-through arid binding assays, Y7A. P115A and 
V93Q, gave a PGR product (figure 4D). The amount of PGR product produced was V93Q > 
P115A >Y7A, again matching the order found for loss of uracil recognition. dUTP 
(concentration 250 ]xM) completely replaces dTTP in these reactions. The wild type enzyme 
is completely inhibited when 0.02 pM dUTP is used to spike PGR reactions containing the 
four normal dNTPs (H. H. Hogrefe, et al {Supra))\ clearly showing these three mutants are 
very disabled in uracil recogoitioii. The Pfii-Pol mutants, Y37A, Y37F and P115F did not 
give a PGR product with dUTP. 
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Figure 5 shows the results of PGR with Thermus aquaticus polymerase (Taq-Pol), the 
wild type and two mutants (V93Q and V93R) of Pyrococcus furiosus polymerase (Pfii-Pol). 
PGR ampUfication was performed under two distmct sets of conditions, i.e. in the presence of 

TTP and in the presence of dUTP. 

As expected, all four polymerases, Taq-Pol, the wild type of Pfu-pol and the two 
mutations of Pfu-pol (V93Q. V93R), were able to successfuUy mediate ampUfication of the 
DNA sample in the presence of TTP. Clearly visible bands of 1064 bp fragments in lanes 1 to 
4 illustrate this successful amplification. The use of dXJTP resulted in the expected amount of 
ampUfication when used together with Taq-Pol as iUustrated in lane 5. Moreover, lane 6 
shows no ampUfied DNA sample and thereby confirmed that dUTP induces blockage of Pfii- 
Pol mediated ampUfication. Most importantly, however, lanes 7 and 8 show bands 
corresponding to 1064 bp fragments and thus confirm that both Pfu polymerase mutants are 
capable of ampUfication. This proves that, unUke wild type Pfix-Pol, the V93Q and V93R 
mutants of Pfii-Pol are not affected by dUTP-induced blockage. 

Overall, Figure 5 confirms the useftdness of the mutants according to the invention in 
PCRutiUzingdUTP. 



wo 03/089637 PCT/GB03/01623 

t 

26 

CLAIMS 



1. A variant archaeal DNA polymerase having a modified amino acid sequence of a 
wUd-type amino acid sequence, the modified sequence being in the amino-tenninal amino 
acids that comprise a uracil-binding pocket in the wild-type polymerase whereby the variant 
polymerase has reduced affinity for uracil than the wild-type polymerase. 

2. A variant archael DNA polymerase according to claim 1 having a modified amino 
acid sequence of wildtype polymerases selected &om Thermococcus gorgonarius (Tgo-Pol), 
Thermococcus litoralis (TU-Pol), Thermococcus sp. 9°N-7 (9°N-7-Pol), Desuljurococcus 
strain Tok (DTok-Pol), Pyrobaculum islandicum (Pis-Pol), Archaeoglobus Julgidus (Afu- 

» Pol), Sulfolobus acidocaldarius (Sac-Pol), Suljurisphaera ohwakuensis (Soh-Pol), Sulfolobus 
ylfataricus (Sso-Pol), Pyrodictium occultum (Poc-Pol) ox Aeropyrum pernix (Ape-Pol. 



sol 



3. A variant archaeal DNA polymerase according to claim 1 having a modified amino 
acid sequence of wildtype Pyrococcusyunosiw DNA polymerase (Pfii-Pol), 

4. A variant archaeal DNA polymerase according to claim 3 having modifications in 
amino acids 1-40 or amino acids 78-130. 



5. A variant archaeal DNA polymerase according to claim 4 of SEQ ID N0.2 having 
modifications to amino acids 7, 36, 37, 90-97 or 1 12 - 119. 
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6. A variant archael DNA polymerase according to claim 5 having modifications to 
amino acids Y7, Y37, V93, II 14 or P115. 

7. A variant archaeal DNA polymerase according to claim 5 wherein the modification is 
Y7A. 

8. A variant archaeal DNA polymerase according to claim 5 wherein the modification is 
Y37A. 

9. A variant archaeal DNA polymerase according to claim 5 wherein the modification is 
V93Q. 

10. A variant archaeal DNA polymerase according to claim 5 wherein the modification is 
V93R. 

11. A variant archaeal DNA polymerase according to claim 5 wherem the modification is 
I114R. 

12. A variant archaeal DNA polymerase according to claim 5 wherein the modification is 
I114Q. 

13. A variant archaeal DNA polymerase according to claim 5 wherein the modification ij 
P115A 
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14. A variant archaeal DNA polymerase according to claim 4 of SEQ ID NO.l having 
modifications to amino acids 8, 37, 38, 91-98 or 1 13 - 120. 

15. A variant archael DNA polymerase according to claim 14 having modifications to 
amino acids Y8, Y38, V94, 1115 or PI 16. 

16. A variant archaeal DNA polymerase according to claim 14 wherein the modification 
isY8A. 

17. A variant archaeal DNA polymerase according to claim 14 wherein the modification 
isY38A. 

18. A variant archaeal DNA polymerase according to claim 14 wherein the modification 
isV94Q. 

19. A variant archaeal DNA polymerase according to claim 14 wherein the modification 
isV94R. 

20. A variant archaeal DNA polymerase according to claim 14 wherein the modification 
isI115R. 



21 . A variant archaeal DNA polymerase according to claun 14 wherein the modification 
isIllSQ. 
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22. A variant archaeal DNA polymerase according to claim 14 wherein the modification 
isP116A. 

23. A variant archaeal DNA polymerase according to any preceding claim having 
modifications in the amino acid motif: E - - 1 -F/Y ^Y- -D. 

24. A nucleic acid molecule encoding an archaeal DNA polymerase according to any one 
of claims 1-23. 

25. A method of ampUfying DNA comprising the steps of (i) denaturing a douhle strand 
of DNA by heating a solution containing the DNA, firee oUgonucleotides, primers and a 
variant archaeal DNA polymerase as defined in any one of claims 1 - 23; (ii) reducing the 
temperature of the solution to effect annealing of the primer and the DNA and (iii) heating 
the solution to effect extension of DNA by tiie variant polymerase. 

26. A kit usefiil for polymerase chain reactions comprising a variant archaeal DNA 
polymerase as defined in any one of claims 1 - 23 and optionally DNA to be amphfied, firee 
bases and primers. 
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